miR-19a and miR-19b co-regulate MTUS1 to promote cell proliferation and

migration in lung cancer
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Additional filel: Table 1

Age Gender Tumor subtype Pathological Stage
Case #1 67 Female Adenocarcinoma 1A
Case #2 70 60 Adenocarcinoma 1B
Case #3 72 Male Squamous cell carcinoma
Case #4 70 Male Adenocarcinoma |
Case #5 65 Female Adenocarcinoma 1A
Case #6 59 Female Adenocarcinoma 1A
Case #7 60 Male Squamous cell carcinoma IB
Case #8 59 Male Adenocarcinoma |
Case #9 76 Female Adenocarcinoma

Additional file 2: primer set

MTUS1 forward 5’-GGACTAGTCCTCCCCAAAGTCCACAG-3’
reverse 5’-CCCAAGCTTATTTCATTCACACCCCCC-3’
GAPDH forward 5’-GATATTGTTGCCATCAATGAC-3’
reverse 5-TTGATTTTGGAGGGATCTCG-3’

Additional file 3: Figure S1. Evaluation of MTSU1l knockdown efficiency in A549 cells.




siRNA name Sequence
MTUSI siRNAI 5'-GCCUCCCUUUCAGAAAUUATT-3'
MTUSI siRNA2 5'-GCCCAAAGAUGCUGCUUUATT-3'
MTUSI siRNA3 5'-GGGCUCAUGUUCACUUGAUTT-3'
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(A) Sequences of three siRNAs designed for targeting MTUSL. (B and C) Western blotting analysis
of MTUSL protein levels in A549 cells transfected with three different sSiRNAs or scrambled control
siRNA. B: representative image; C: quantitative analysis. (D) Quantitative RT-PCR analysis of MTUS1
MRNA levels in A549 cells transfected with three different MTUS1 siRNAs or scrambled control

SIRNA. *, P <0.05; **, P < 0.01; ***; P <0.001.

Additional file 4: Figure S2. Evaluation of miR-19a/b overexpression and knockdown efficiency

in A549 cells.



>

lve)
'
o

) _— &k K i X kkk
g 25  xxx Kk K T g 30 - .
2 151 e
g.1A & & 104
- -
o 1.51 pxk Kxk *xk o 1.571 e ren
£ E
o 1.0 o 1.04
= 2
® ®
< 0.5 3 0.5
4 x
0.0- T T I'T'I T T T T T |J|--| 0-0' T T ‘T. T T l%l T T lfl
N N N N N N\ N ~ N N N\ N
S i\q’b o\‘o '3 6”@ i\q’b O 5‘”“0 I\Q‘b (\‘@:\%0,3}0 é‘,‘o +3 &@ l\do §‘° S &*0 :\q,‘o
FEF g FEFE S8 S F LY SESE SESE
L EEE @8 ReES of Lo F L RESE @S RetE @f S F
FEY LY L&Y FlEY ALY KL
& Q-L\’@ & L Q,Léo & L Q'L’@ & & AT &§ S &-& QS
) ¢ &£ T & & & & &
A549 H1975 HCC827 D Ab549 H1975 HCC827
20- e 200 ==
bk 1
1y 1 — -
S 154 T 915 P
L) 2 101
§ 104 8 5 -
x 54 - r T4 hk
t L I o £ 1.0
2 1.07 g | 2
k 0.5
[7] .
S 0.5 &
0.0+ T T T 0.0- T r T Ay
N 3 N >
6‘@ IS &° IS &° F P &° &
& ((\S' Q-"\ 9 ,é‘q. .Q-’N 8 ’.‘-\& .Q:N 0 é@- P
& & £ & L & & & & & £
& ¢ & ..\\,6‘ & & S & & .\\,& & &
< & ? <¢ X & ?

(A and B) Quantitative RT-PCR analysis of miR-19a/b levels in A549, H1975 and HCC827 cells

transfected with pre-miR-control, pre-miR-19a/b, anti-miR-control or anti-miR-19a/b. (C and D)

Quantitative RT-PCR analysis of miR-19a/b levels in A549 cells transfected with equal amounts of

pre-miR-control (100 pmol), pre-miR-19a (100 pmol), pre-miR-19b (100 pmol) or pre-miR-19a/b (50

pmol each) or equal amounts of anti-miR-control (100 pmol), anti-miR-19a (100 pmol), anti-miR-19b

(100 pmol) or anti-miR-19a/b (50 pmol each). *, P < 0.05; **, P < 0.01; ***, P < 0.001.

Additional file 5: Figure S3. Co-effect of miR-19a/b and MTUS1 on the proliferation and

migration of lung cancer cells.
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(A) CCK-8 viability assays were performed 12, 24, 36, 48, 60 and 72 h after transfection of
pre-miR-control, pre-miR-19a, pre-miR-19b, pre-miR-19a/b plus control vector or MTUSL
vector into A549 cells. (B) Transwell assays were performed 24 h after transfection of
pre-miR-control, pre-miR-19a, pre-miR-19b, pre-miR-19a/b plus control vector or MTUSL1
vector into A549 cells. Left panel: representative image; Right panel: quantitative analysis. (C)
Wound healing assays were performed 24 h after transfection of pre-miR-control,
pre-miR-19a, pre-miR-19b, pre-miR-19a/b plus control vector or MTUS1 vector into A549
cells. Left panel: representative image; Right panel: quantitative analysis. *, P <0.05; **, P

<0.01; ***, P<0.001.



